. Control experiment and data processing methods. (A) Time from SPB separation to spindle elongation in individual cells with or without GFP exposure. The same strains were imaged with the mCherry channel alone, or with both mCherry and GFP channels, to assess the impact on cell growth from imaging the GFP channel, which has higher energy than the mCherry channel. Each dot represents a single cell; n > 65 cells per strain. The middle bar indicates the median value, and error bars indicate the 25th and 75th percentiles. Student's t test p-value = 0.18 and 0.21 for Clb5-GFP and securin-2A-GFP strains, respectively. (B) Quantification of GFP substrate signals within a square of 5 × 5 pixels, as described in Materials and methods. (C) Determination of the time point of 50% substrate degradation, as described in Materials and methods. (C, left) Snapshot of the MATLAB program defining the midpoint of degradation (yellow circle). The blue trace shows the original data, and the red trace shows the smoothed data. (C, right) Black traces show the original data, and gray traces show the smoothed data. The black dots mark the midpoint of degradation, and correspond to the data points shown in the bottom panels of Fig. 3 A. (D) Fitting of the degradation rate to a single exponential decay, using the rapidly declining section between the yellow and green lines (see Materials and methods). Code S2 provides the MATLAB codes used to determine the timing of the 50% drop of GFP intensity.
Both are available as a ZIP file.
